Replication study to identify clinically relevant phenotypes from a knee osteoarthritis population: data from the amsterdam osteoarthritis cohort  by Knoop, J. et al.
Abstracts / Osteoarthritis and Cartilage 22 (2014) S57–S489 S395collinearity (r > 0.80). Third, Spearman correlation coefﬁcient was
calculated between each exploratory behavior variable and the group
variable. Where collinearity occurred, the variable most correlated with
the group variable was selected for entry into logistic regression. Fourth,
during logistic regression the forward stepwise method was used, eight
exploratory behavior variables were entered as predictors of study
group allocation. Signiﬁcance was tested at two-tailed p < 0.05.
Results: Micro-CT conﬁrmed knee OA in the OA rat model. Weight
bearing had a signiﬁcant main effect by study group (F(1,9)¼24.591 ,
p¼0.001). Percent weight bearing by the right hind limb was sig-
niﬁcantly different between the groups at week two, six, and eight post-
surgery, but not at week four. Exploratory behavior variables showed no
main effect by group, nine variables had a main effect by time, of which
three variables had an interaction effect. Parsing these interaction
effects reveal no signiﬁcant difference in ambulatory episodes between
groups at each time point. The OA rat model had more ambulatory
episodes at week four, which was not statistically signiﬁcant (p ¼
0.062). Vertical episodes were consistently lower for the OA rat model,
but statistically signiﬁcant only at week four. Counter-clockwise revo-
lution was not statistically signiﬁcant between groups at each time
point, but was signiﬁcant by time within the OA group. Logistic
regression revealed weight bearing and only these same three explor-
atory variables (ambulatory episode, vertical episode, and counter-
clockwise revolution) were signiﬁcant predictors of study group status
(see table 1).
Conclusions: This knee OA rat model was symptomatic in terms of
pain-related and exploratory behavior. This study showed that weight
bearing and three exploratory behavior variables may be useful out-
come measures in the preclinical pharmacological studies with this
knee OA rat model. However, evaluation of exploratory behavior for
longer periods would be more consistent with some other studies, and
might increase power to detect statistical signiﬁcance.Association of Exploratory Behavior Variables with study group status
Variable B* P value Sham vs OA modelOdd Ratio
Ambulatory Episode -.171 0.037 0.842
Vertical Episode .109 0.004 1.115
Counter Clockwise Revolution -.218 0.018 0.804
*Negative sign means as counts increased in the knee osteoarthritis group, they
decreased in the sham group.702
ROLE OF PLATELETS IN THE PATHOGENESIS OF OSTEOARTHRITIS
AND BIOLOGICAL EFFECTS OF HYALURONIC ACID: IN VIVO AND IN
VITRO STUDY
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Purpose: Although osteoarthritis (OA) is a degenerative joint disorder,
it has been demonstrated that inﬂammation takes part in the devel-
opment and progression of this condition. Matrix metalloproteinases
(MMPs), including MMP-2, are involved in the cartilage breakdown
observed in OA. Platelets (PLTs) are involved in different inﬂammatory
conditions, including rheumatoid arthritis, contain and release several
MMPs, including MMP-2, and enhance MMPs expression by other cell
types. However, their role in OA has not been investigated yet. Hya-
luronic acid (HA) is a normal component of extracellular matrix and
synovial ﬂuid (SF). Intra-articular (IA) administration of HA in OA is
widely employed in clinical practice with good clinical efﬁcacy. Aims of
our study were to investigate the role of platelets and MMP-2 in the
pathogenesis of OA, to test the biologic activity of IA-HA in OA patients
and to analyze the effects of HA on the interaction between platelets
and synoviocytes in vitro.
Methods: Thirty-eight patients with knee OA were screened and
twenty-four patients were included in the study. Systemic therapy with
non-steroidal anti-inﬂammatory drugs or corticosteroids and previous
IA corticosteroid treatment represented exclusion criteria. Five injec-
tions of IA sodium hyaluronate (500-730 KDa) were administrated
weekly. SF samples were collected prior to the ﬁrst (T0) and at the last(T1) injection. Total cell and PLT count, platelet-leukocyte aggregates
(PLT activation marker) and MMP-2 levels were measured in SF. For
clinical assessment at T0, T1 and 3 months after the last injection (T3)
the Western Ontario and Mc Masters University (WOMAC) scale and
VAS for knee pain were employed.
Fibroblast-like synoviocytes (FLS) were isolated from untreated OA-SF
and cultured with PLTs in presence or absence of HA at different con-
centrations for 24 hours. Platelet P-selectin was measured by ﬂow-
cytometry and MMP-2 in culture supernatants was quantiﬁed by
zymography.
Results: Total cell count in SF was signiﬁcantly reduced after IA-HA
(p<0.05). PLT count, platelet-leukocyte aggregates and MMP-2 con-
centration were signiﬁcantly decreased at T1 (all p<0.05). WOMAC
scale and pain VAS were reduced at T1 (p<0.0001) and this decrease
was maintained at T3. MMP-2 production by FLS was signiﬁcantly
higher in the presence of PLTs and this increase was signiﬁcantly
reduced by co-incubation with HA. P-selectin expression, marker of PLT
activation, was signiﬁcantly higher in PLTs cultured with FLS and P-
selectin blockade reduced MMP-2 release in culture supernatants.
Conclusions: Our results show that PLTs, in addition to other inﬂam-
matory cells, participate in the pathogenesis of OA by the induction of
MMP-2 release by FLS possibly via P-selectin, thus contributing to
cartilage breakdown. Treatment with HA decreases count and activa-
tion of PLT and levels of MMP-2 in the SF. PLT and synoviocytes inter-
action leads to platelet activation and MMP-2 release enhancement.
Hence, PLTs may represent a new therapeutic target in OA.
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Purpose: We previously identiﬁed 5 clinically relevant phenotypes
from a heterogeneous knee OA population (Osteoarthritis Initiative
[OAI] cohort). The present study aims to replicate this phenotype
identiﬁcation for validation in a clinical setting using data from the
Amsterdam Osteoarthritis (AMS-OA) cohort.
Methods: K-means clustering analysis was performed in 374 knee OA
patients from the AMS-OA cohort, using 4 clinically relevant and easily
obtainable patient characteristics or clustering variables: radiographic
severity (Kellgren/Lawrence [K/L]grade), bodymass index (BMI),upper leg
muscle strength, and depression (from Hospital Anxiety and Depression
Scale [HADS] questionnaire). The cluster solutionwith the highest Pseudo
F value was considered the most adequate number of clusters or pheno-
types in the dataset. This solution was compared with the original study.
Results: The most adequate number of phenotypes was 5, similar as in
the original study. Moreover, the 5 identiﬁed phenotypes represented in
general similar phenotypes compared to the original study, namely a
‘minimal joint disease phenotype’, a ‘strong muscle phenotype’, a ‘non-
obese weak muscle phenotype’ (although obesity was more prevalent
compared to the original study), an ‘obeseweakmuscle phenotype’, and
a ‘depressive phenotype’ (although depression was less prevalent
compared to the original study).
Conclusions: The identiﬁcation of phenotypes from the OAI cohort
could be replicated, except for two minor differences that are pre-
sumably attributable to differences in study population. The phenotype
identiﬁcation seems therefore a valid ﬁnding, with phenotypes possibly
representing different etiological subtypes of knee OA in which phe-
notype-speciﬁc interventions may be needed.
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